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ABSTRACT The transient receptor potential vanilloid 1 (TRPV1) channel is a nonselective cation channel activated by cap-
saicin and responsible for thermosensation. To date, little is known about the gating characteristics of these channels. Here we
used tetrabutylammonium (TBA) to determine whether this molecule behaves as an ion conduction blocker in TRPV1 channels
and to gain insight into the nature of the activation gate of this protein. TBA belongs to a family of classic potassium channel
blockers that have been widely used as tools for determining the localization of the activation gate and the properties of the pore
of several ion channels. We found TBA to be a voltage-dependent pore blocker and that the properties of block are consistent
with an open-state blocker, with the TBA molecule binding to multiple open states, each with different blocker afﬁnities. Kinetics
of channel closure and burst-length analysis in the presence of blocker are consistent with a state-dependent blocking mech-
anism, with TBA interfering with closing of an activation gate. This activation gate may be located cytoplasmically with respect
to the binding site of TBA ions, similar to what has been observed in potassium channels. We propose an allosteric model for
TRPV1 activation and block by TBA, which explains our experimental data.
INTRODUCTION
The ﬁrst transient receptor potential (TRP) channel was iden-
tiﬁed in 1977 as a phototransduction mutant in Drosophila
(1). Since then, at least 20 different TRP channels have been
described (see (2) for review). The importance of TRP channels
is demonstrated by the wide variety of their functions, which
include responding to painful stimuli, receptor–mediated ex-
citation, responding to a wide range of temperatures, reple-
tion of intracellular calcium stores, and modulation of the
cell cycle (for reviews see (3,4)). Despite the clear physio-
logical importance of this protein family, little is known about
its structural features.
The transient receptor potential vanilloid 1 (TRPV1) chan-
nels are activated not only by the vanilloid capsaicin, but
also by noxious heat (.43C), low pH, voltage, and various
lipids (5–10).
Each subunit of the tetrameric TRPV1 channel is pre-
dicted to have six transmembrane domains with intracellular
N- and C-termini and a short, pore-forming hydrophobic
stretch between the ﬁfth and sixth transmembrane domains.
Similar topological features have been reported for other ion
channels such as cyclic nucleotide-gated channels (CNG),
the Shaker-related voltage-gated K1 channels (Kv), and the
hyperpolarization-activated K1 channels (HCN) (11,12),
suggesting that the overall topological features of TRPV
channels are similar to those of the Kv channel superfamily.
Conforming to this assertion, there is homology between the
pore region of TRPV channels and the KcsA K1 channel
(13). Some authors have generated homology models of the
pore based on KcsA where some of the pore characteristics,
such as the existence of a pore helix, have been conﬁrmed
(14,15). A number of the permeation characteristics of TRPV
channels are also consistent with multi-ion permeation, just
as in Kv channels (13,16). These results suggest that some of
the functional properties of the TRPV pore may be more
similar to those of Kv channels than we might have expected.
For voltage-dependent Kv and HCN channels (17–19), the
activation gate has been determined to be a bundle crossing,
formed by the S6 transmembrane segments, at the intracel-
lular part of the channel. In contrast, the gate of CNG chan-
nels seems to be formed by the selectivity ﬁlter and not the
bundle crossing, which undergoes a conformational change
upon opening (20–22).
An important consequence of the intracellular bundle-
crossing gating mechanism in Kv channels is that the gate
interacts with large pore blockers like quaternary ammoniums
(QAs), for which the intracellular binding site is formed by
the potassium dehydration transition site (23).
The use of QA compounds for the study of K1 channel
permeation and gating was pioneered by Armstrong (24–26).
Tetraethylammonium (TEA) and its QA derivatives were
found to block the ionic current only after the channel has
opened, and it was proposed that QA compounds bind within
the pore because the dissociation of the blockers becomes
faster as the external [K1] is increased.
To date, many regions within the TRPV1 protein have been
shown to be involved in speciﬁc functions. Nevertheless, the
identity and the localization of the activation gate(s) of this
channel have remained unclear. To obtain information about
the nature of the activation gate(s) of the TRPV1 channel, we
tested whether tetrabutylammonium (TBA) could block TRPV1
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channels, and characterized the mechanism of block by this
molecule. We found that TBA acts as a high-afﬁnity channel
blocker from the intracellular side in a voltage- and state-
dependent fashion. Our data indicate that TBA interferes with
closure of TRPV1 channels, suggesting that the activation
gate is located cytoplasmically with respect to the binding site
of QA ions, as with potassium channels. Finally, we propose
an allosteric model for TRPV1 channel activation and block
by TBA based on experimentally determined parameters and
that accurately predicts our experimental data.
MATERIALS AND METHODS
Mammalian cell culture and recording
HEK293 cells expressing large T antigen were transfected with rTRPV1-
pCDNA3 and pIRES-GFP (BD Biosciences, San Jose, CA) to visualize
successfully transfected cells. Cell transfection was carried out with Lipo-
fectamine (Invitrogen, Carlsbad, CA) according to manufacturer’s instruc-
tions. Cells were plated in coverslips and used for recording one day after
transfection. All inside-out patch clamp recordings were made using sym-
metrical solutions consisting of 130 mM NaCl, 3 mM HEPES (pH 7.2) and
1 mM EDTA for Ca21-free conditions (27), unless otherwise stated. Osmo-
larity was adjusted with sucrose, and Trizma Base (Sigma-Aldrich, St. Louis,
MO) was used to adjust pH for low sodium experiments.
The solutions bathing the intracellular surfaces of the patches were changed
using an RSC-200 rapid solution changer (BioLogic, Claix, France).
Capsaicin (Sigma-Aldrich) stock solutions (4 mM) were prepared in eth-
anol, diluted to different concentrations, and applied to the intracellular surface
of the patches to produce channel activation. All recordings were performed
with a saturating capsaicin concentration (4 mM) unless otherwise stated.
Tetrabutylammonium chloride (TBA) (Fluka, St. Louis, MO) stock solu-
tions were prepared with the low divalent solution described above and di-
luted to the ﬁnal concentration with the same solution and supplemented with
capsaicin.
Macroscopic currents were low-passﬁltered at 2 kHz and sampled at 10
kHz with an EPC 10 ampliﬁer (HEKA Elektronik GMBH, Pfalz, Germany).
Data were acquired and analyzed with PULSE data acquisition software
(HEKA Elektronik) and were plotted and analyzed with programs written
using Igor Pro (Wavemetrics Inc., Portland, OR).
Pipettes were pulled from borosilicate glass, covered in Q-Dope (GC
Electronics, Santa Ana, CA) and had a resistance of 2–4 MV. For macro-
scopic current recordings, the following voltage protocol was used: patches
were held at 0 mV and given a pre-pulse to120 mV for 30 ms. Voltage was
then stepped from 150 to 150 mV in 10 mV increments for 100 ms and
then returned back to 120 mV for 30 ms.
Block by TBA was quantiﬁed from 200 ms voltage pulses from 120 to
120 mV in 20 mV increments, in the presence of varying concentrations of
TBA. We deﬁne the fraction of blocked channels, fB as: 1I/Io, where I is
the current in the presence of TBA and Io is the current in the absence of
TBA. The apparent dissociation constant, KD, was estimated by ﬁtting the
dose-response relation to the Hill equation at a given voltage:
fB ¼ ½TBA
n
K
n
D1 ½TBAn
; (1)
where n is the Hill coefﬁcient and [TBA] is the blocker concentration.
All recordings were performed at room temperature (19C). Leak cur-
rents in the absence of capsaicin were subtracted from currents in the pres-
ence of capsaicin for all experiments.
Channel closure kinetics were measured using a tail-current protocol in
which the patch was held at 120 mV for 20 ms, then stepped to 60 mV for
100 ms and returned to voltages from 120 to 0 mV in 20 mV increments
for 100 ms. Tail currents were analyzed in this third interval. All tail-current
recordings are the average of three traces to reduce noise.
Single-channel currents were recorded in inside-out patches using the
same solutions as for macroscopic currents. Pipettes were pulled from bo-
rosilicate glass, covered in Q-Dope (GC Electronics) to reduce stray ca-
pacitance and ﬁre polished to a resistance of 7–9 MV. Currents were ﬁltered
at 2 kHz and sampled at 5 kHz. Data were collected continuously at a ﬁxed
membrane potential of 60 mV. Event detection was carried out with the 50%
threshold crossing technique (28). All-points amplitude histograms were
collected and ﬁtted with a double Gaussian function.
For determination of the open probability as a function of capsaicin con-
centration, we followed a method similar to that outlined in Islas and Sigworth
(29). Macroscopic and single-channel openings were recorded in the same
patch at 100 mV using patches that contained many channels. At low cap-
saicin concentrations, traces were leak subtracted with a leak template formed
by the average of null sweeps. The same leak template was used to subtract
the macroscopic currents. Channel openings were idealized with up to ﬁve
thresholds if more than one open level was present. Idealized traces of 50–
100 sweeps were ensemble-averaged to form an NP trace (open probability,
P3 number of channels, N). The steady-state value of the NP trace was used
for plotting. To determine the absolute value of P, the number of channels in
the patch was estimated from nonstationary noise analysis of 80–100 cur-
rent sweeps at a saturating concentration of capsaicin, using the algorithm of
Heinemann and Conti (30) to determine the variance. Mean-variance plots
were then ﬁtted to the function:
d
2 ¼ iI  I
2
N
;
where d2 is the variance, i is the single-channel current, I is the mean current,
N is the number of channels and P ¼ NP/N and Pmax ¼ I/iN (31).
The values inoise ¼ 6.26 6 0.096 pA (n ¼ 5) and maximum open
probability Pnoise ¼ 0.87 6 0.017 (n ¼ 5), obtained from noise analysis,
were comparable to those obtained from single-channel records (isc ¼ 8.76
1.2 pA; Psc¼ 0.94) at the same voltage of 100 mV.
Bursts analysis was carried out in multi-channel patches at very low cap-
saicin concentrations. A burst was deﬁned as a group of openings separated
by shut periods no longer than the critical time tcrit. This critical time was
chosen according to the criteria of Colquhoun and Sakmann (32), by which
equal proportions of short and long closed periods are misclassiﬁed as being
intra or interburst closed periods. At 10 nM capsaicin, in the absence of
blocker, channel gating is simpliﬁed and two closed time constants can be
observed with means of 600 ms and 110 ms. In this case tcrit¼ 2.3 ms. In the
presence of blocker, the mean blocked durations are 3 ms and 80 ms. In this
case tcrit ¼ 7.5 ms.
Steady-state open probability (P) predictions from models were calcu-
lated according to:
P ¼
+
N
i¼n
Qi
j¼1 Kj
+
N
i¼1
Qi
j¼1 Kj
;
where
Qi
j¼1 Kj is deﬁned as the product of equilibrium constants for any
pathway from state 1 to state j ¼ i and Kj is the equilibrium constant for a
transition from state j1 to state j and K1¼1. Kinetic predictions from
models were obtained by Q-matrix methods (33,34) implemented in Igor.
RESULTS
TBA blocks TRPV1 channels
In this study, we have examined the effects of TBA on TRPV1
channels. TRPV1 channels were expressed in HEK293 cells
and currents recorded in the inside-out conﬁguration of the
patch clamp technique. As shown in Fig. 1 A, under our re-
cording conditions, endogenous currents in nontransfected
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HEK cells are negligible. The addition of 250 mM TBA to
these patches produced a decrease of 10–30% in current.
In the presence of 4 mM capsaicin, the application of de-
polarizing voltage pulses to patches obtained from TRPV1-
transfected cells elicited outward-rectifying Na1 currents.
(Fig.1 B). TRPV1 currents activate rapidly, as reported pre-
viously (35). The addition of 250 mM of TBA to the intra-
cellular face of the patch effectively reduced the size of the
current, presumably due to block of permeation through the
channels (Fig. 1 B). Fig. 1 C shows the normalized steady-
state current-voltage relation obtained from currents in B.
Current blockade was more effective at depolarized poten-
tials. This voltage dependence of block strongly suggests
interaction of the blocker with some region in the pore or alter-
natively with some region in the protein within the mem-
brane’s electric ﬁeld or a voltage–independent interaction
with the voltage sensor.
Voltage dependence of block
To further characterize the properties of TBA block of TRPV1
channels, we performed dose-response experiments with vary-
ing TBA concentrations at various voltages. Fig. 2 A shows
the dose-response curve measured at 100 mV. We found that
block is concentration-dependent with an apparent dissoci-
ation constant, KD at 100 mV of 280 mM. The value of KD
was measured at varying voltages and plotted in Fig. 2 B to
show that block indeed occurs most efﬁciently at positive
membrane voltages. The data in Fig. 2 B have the surprising
property that the value of KD tends to a limiting value at
positive voltages where a ‘‘saturation of block’’ seems to oc-
cur. A similar phenomenon has been previously described in
Kv and IRK K1 channels, and it has been suggested that
a plausible explanation for it is the presence of a ‘‘relief of
block’’ mechanism where the apparent voltage dependence
of KD disappears and no more block is obtained with further
depolarization, presumably due to the blocker acting as a
partial permeant ion (36,37).
Saturation of block can also be evidenced in the voltage
dependence of the fraction of blocked channels, fB, which is
also plotted as a function of voltage in Fig. 2 C. The data
clearly indicate that block is voltage-dependent since fB
increases as the voltage becomes positive. Nevertheless, the
fraction of blocked current does not reach a maximum value
FIGURE 1 Block of TRPV1 currents by intracellu-
lar TBA. (A) Currents from a nontransfected cell in the
absence (top panel) and presence of 250 mM TBA
(lower panel). (B) Current traces without TBA (top
panel) and with 250 mM TBA (lower panel) in the
same patch from a cell transfected with TRPV1. The
currents were elicited by stepping membrane voltage
from the 0 mV holding potential to 120 mV and then
to various test potentials from 150 to 150 mV in 10
mV increments (see Materials and Methods). Currents
in (B) were obtained in the presence of 4 mM capsaicin
and corrected for background current in the absence of
agonist. The dotted lines identify the zero current
levels. (C) Normalized current-voltage plots obtained
from the current traces shown in B (top panel, solid
symbols and lower panel, open symbols). Data were
normalized to the maximum current obtained in the
absence of TBA at 150 mV.
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of one at depolarized voltages until very high blocker con-
centrations are used and instead plateaus for each TBA con-
centration, and no more blockade can be attained at more
positive voltages. This behavior is contrary to what the ca-
nonical Woodhull model for ionic blockade would predict,
which is that, regardless of the blocker concentration, sufﬁ-
ciently depolarized voltages should produce complete block
(38).
The nature of this diminished block at high membrane po-
tentials has not received a completely satisfactory explana-
tion in any of the ion channels in which it has been described.
As mentioned above, for its simplicity, the most common
explanation has been that of a permeant blocker producing
relief of block. This model postulates that an intracellularly
applied blocker is in equilibrium with its binding site but can
escape to the external solution and during that time interval,
normal permeation occurs (39–41), effectively reducing the
amount of block.
A simple model based on the permeant blocker hypothesis
(42) as the one shown in Scheme 1 is able to accurately ac-
count for the shape and voltage dependence of the fraction of
blocked channels (Fig. 2 B and C, continuous lines), assum-
ing that the rate of blocker dissociation is the same as that of
blocker permeation.
In Scheme 1, Ou is the open unblocked channel, Ob is the
open blocked channel, R is the relieved channel, [B] is the
TBA molar concentration, and k1 and k1 are the rate con-
stants for block and unblock, respectively. Finally, k2 is the
rate constant for TBA permeation, and it predicts the size of
the TBA current. The k2 rate constant is so small that even if
there was TBA permeation, we would not be able to detect it.
In fact, in experiments where internal Na1 was substituted
by TBA, we did not observe measurable TBA currents (data
not shown).
An alternative explanation for the saturation of block has
been advanced, which posits that ion-ion and ion-blocker
interactions in the permeation pathway lead to saturation of
block without blocker permeation (43), mainly through re-
pulsion between permeant ions and blocker molecules. To
explore this possibility, we ﬁrst determined whether the blocker
molecule is able to interact with the permeant ion. By vary-
ing the extracellular Na1 concentrations, the occupancy of
the ion binding sites within the channel selectivity ﬁlter is
changed, which may affect the interaction of the permeant ions
with the TBA molecule occupying its intracellular binding
site. We measured the KD for intracellular TBA block with
150 mM intracellular NaCl, while varying the extracellular
NaCl concentration.
Fig. 3 A displays the voltage and sodium ion dependence
of the KD measured at several voltages as in Fig. 2 B. For
every value of extracellular Na1, the behavior of the KD is
the same, with blocker afﬁnity increasing at more positive
potentials but reaching a limiting value at voltages positive to
20 mV, which reﬂects saturation of block at those poten-
tials. Fig. 3 B plots the value of KD at 0 mV as a function of
sodium concentration. Fig. 3 A and B show that the KD and,
therefore the afﬁnity of the channel for the blocker, decreases
as the sodium concentration is increased, which is an expres-
sion of the ‘‘knock-off’’ effect described in other ion channel
pore blockers (44,45) and a clear indication of an interaction
between the blocker and the permeant ion.
The KD voltage-dependence in the Woodhull model is
given by:
KD ¼ KDð0ÞexpðZ3 d3V=kTÞ; (2)
where KD (0) is the dissociation constant at 0 mV, Z 3d is
the apparent voltage dependence, and kT has its usual mean-
ing. We obtained an estimate of the voltage dependence by
ﬁtting Eq. 2 to the curves in Fig. 3 A from 120 mV to 10
mV, where the voltage dependence behaves according to Eq.
2. We observed that the voltage dependence (the value ofSCHEME 1 Simple mechanism for relief of block.
FIGURE 2 TBA block characteristics. (A)
Effect of TBA on the fraction of blocked
channels. Average blocking dose-response as
a function of TBA concentration obtained from
nine patches. Block by TBA was completely
reversible. The Hill equation (Eq. 1) was ﬁtted
to the data with parameters n ¼ 0.89 and KD ¼
280 mM. (B) Voltage dependence of KD
measured from ﬁve patches. The continuous
line is the predicted KD as a function of voltage
from the permeant blocker model shown in
Scheme 1. The rate constants used are: k1 ¼
5 3 105 M1s1 3 exp(0.99eoV/kT), k1 ¼
90s13 exp(0.13eoV/kT), k2¼ 163s13 exp(0.02eoV/kT). These rate constants were constrained to be similar to those obtained from data on TBA kinetics
of block shown in Fig. 6. (C) The fraction of blocked channels as a function of voltage in the presence of TBA. Increasing concentrations are indicated by the
following symbols (in mM): s, 50; h, 100; n, 250;4, 500; ,, 1000;), 2500;5, 5000;8, 10,000. Continuous lines are the predictions from the same
model and parameters used in (B).
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Z 3 d) of block increases as a function of extracellular Na1
concentration (Fig. 3 C), reaching a value of 0.98 6 0.129,
which in the Woodhull model would imply that TBA
traverses almost all the electric ﬁeld. An elegant explanation
for these very high apparent voltage dependences has been
advanced by Spassova and Lu (46) to account for a similar
observation in inward rectiﬁer K1 channels and is based on
equivalent observations in voltage-gated ion channels (36,47).
In this proposal, blocker binding has little voltage depen-
dence but produces the concerted displacement of ions in
the selectivity ﬁlter. This concerted movement of permeant
ions and blocker molecule confers the high voltage depen-
dence of block observed.
Taken together these two observations indicate that ion-
ion and ion-blocker interactions occur in the selectivity ﬁlter
of TRPV1 channels and suggest that they may be related to
the saturation of block. We sought to examine whether a
permeation model that includes these interactions can ex-
plain our experimental observations. The model we used is
based on the permeation cycle observed in the KcsA potas-
sium channel (48–50) and includes competition between the
TBA molecule and the permeant ions as well as the con-
certed movements of ions induced by TBA binding (Fig. 4
A). The parameters used in simulations using Scheme 2 (Fig.
4 A) are given in Table 1. These parameters were chosen to
reproduce the amount of saturation of block and the channel
conductance as well as the open channel I/V curve in a range
from 100 to 100 mV.
The model is able to predict the shape of the KD as a func-
tion of voltage, the increase of KD at high Na
1 concentrations
FIGURE 3 Ion interactions in TRPV1 chan-
nels. (A) The effect of extracellular Na1 on the
voltage dependence of KD, estimated from Eq.
1. Different symbols represent varying Na1
concentrations:s, 5mM;d, 12mM;n, 27mM;
:, 52 mM; ,, 102 mM; h, 152 mM;), 252
mM. Data were obtained from three to six
patches. (B) The KD at 0 mV is plotted as a
function of extracellular Na1 concentration; the
continuous curve is a ﬁt of a line to the data. (C)
Voltage dependence of KD at negative voltages.
The value of Z was obtained from ﬁts of Eq. 2 to
the data in (A) from 120 to 20 mV. The
continuous curve is a ﬁt to the Hill equation,
with a steepness factor of 0.6 and aK1/2 of 5mM.
FIGURE 4 A multi-ion permeation model explains
saturation of block. (A) The permeation and block
model used for simulations. There are four ion binding
sites in the selectivity ﬁlter and two more sites, one on
the internal cavity (left) and one on the external cavity
(right). TBA (gray circles) binds in the internal cavity
and does not enter the selectivity ﬁlter. The fraction
of electric ﬁeld (d) traversed in each transition is
partitioned as follows. Transitions among sites in the
selectivity ﬁlter have a d ¼ 0.22, entering the internal
cavity d ¼ 0.06, and entering the external cavity d ¼
0.06. There is a repulsive interaction between blocker
and permeant ions and between permeant ions when-
ever two contiguous sites are occupied at the same
time. The factor is Or with r ¼ 700, which decreases
forward rate constants by a factor 1/Or and increases
backward rate constants by Or. (B) The effect of
extracellular Na1 on the voltage dependence of KD.
The same data as in Fig. 3 A are shown with the
predictions from Scheme 2 superimposed. (C) The KD
at 0 mV is plotted as a function of extracellular Na1
concentration; the straight line is the prediction from
Scheme 2. (D) Voltage dependence of KD at negative
voltages. The value of Z was obtained from ﬁts of Eq. 2
to the data in (B) from 120 to 20 mV. The
continuous line is the prediction from Scheme 2.
Parameters are given in Table 1.
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(Fig. 4 B and C), and the increased voltage dependence,
although the predicted increase is less than observed (Fig.
4 D). Likewise, the model predicts saturation of block with-
out requiring permeation of the large TBA molecule.
Kinetics of TBA block
To assess the kinetics of block by TBA, we carried out single-
channel recordings. As shown in Fig. 5 A (left panel), at 4 mM
capsaicin and 60 mV, channel openings are rather long
and the open probability is 0.92. Kinetic analysis shows that
there are at least four exponential components in the dis-
tribution of open times and also four closed time exponen-
tials (data not shown). Multiple closed and open states have
been reported previously for TRPV1 channels (51). Fig. 5 A
(right panel) shows the amplitude histogram ﬁtted with a
sum of two Gaussian functions. This analysis yields a single-
channel current of 6 pA, which corresponds to a conductance
of 100 pS. Fig. 5 B (left panel) shows a current trace from
the same patch recorded in the presence of 250 mM TBA.
Single-channel current is not signiﬁcantly affected as evi-
denced by the distribution of current amplitudes (Fig. 5 B,
right panel), which yields a single-channel current of 5.9 pA,
and individual blocking events can be resolved. The ap-
pearance of some longer lived blocked life times suggests
differences in the afﬁnity for block among the various open
states of the TRPV1 channels.
Due to the very complex kinetic behavior of the channel at
high capsaicin concentrations, we did not attempt to obtain
any quantitative kinetic parameters from these data. Instead,
we analyzed the time courses of the onset and offset of block
during activating voltage pulses. At intermediate depolariza-
tion (40 to 100 mV), there is an exponential decay of current
in the presence of TBA, which suggests that the kinetics of
block may be slow enough that we may be able to resolve it.
Fig. 6 A shows current traces without TBA (left panel)
and with 250 mMTBA (right panel) at two different voltages
in a representative patch. The onset of block can clearly be
resolved in the presence of TBA at both voltages. Fig. 6 B
shows the current traces at negative voltages in the presence
of 2.5 mM TBA. The voltage-dependent unblocking reaction
can be observed as an exponential increase of current when
the channel should be closing. For a blocking reaction of the
form:
O ! ½TBAKon
Koff
B;
where kon is the blocker association rate constant and koff is
the blocker dissociation rate constant, the voltage-dependent
time constant, t(V) of the exponential current decay is given
by:
tðVÞ ¼ 1½TBAkon1 koff : (3)
An estimate of kon can be obtained from the slope of the
inverse of t as a function of TBA concentration at positive
potentials, and an estimate of koff was obtained from the inverse
TABLE 1 Parameters of the permeation model (Scheme 2)
Rate constant k(i,j) at 0 mV* Value
(0,1); (2,3); (4,5) 1 3 1010 s1
(1,0); (3,2); (5,4) 3 3 1010 s-1
(0,2); (1,3) 9.9 3 107 s1
(2,0); (3,1) 7.9 3 109 M1s1
(1,6) 3 3 109 s1
(6,1) 7.9 3 109 s1
(6,2); (7,4) 6.3 3 107 s1
(2,6); (4,7) 9.9 3 108 M1s1
(2,4); (3,5); (6,7) 4 3 108 M1s1
(4,2); (5,3); (7,6) 1 3 104 s1
The voltage dependence (zij) of each rate constant is indicated in the legend
in Fig. 4. Rate constants for transitions between states i and j are given by:
kij ¼ kijð0ÞexpðzijV=kTÞ.
*The numbering of states is indicated in Scheme 2 (Fig. 4).
FIGURE 5 TBA does not affect TRPV1 single-channel
conductance. (A, left) Single-channel recordings of TRPV1
activated by 4 mM capsaicin at 60 mV. The symbols O and
C represent the open and closed current level, respectively.
The right panel shows an all-points histogram (gray line)
obtained from 30 traces as in the ones on the left; super-
imposed is the ﬁt to a sum of two Gaussian functions (black
line). The open level amplitude is 6 pA. (B) The patch in
(A) was exposed to 250 mM TBA. The current traces were
recorded also at 60 mV. Individual blocking events are
discernible in the current trace as short-lived shut events.
The all-points histogram from 25 traces is shown on the
right with the ﬁt to a sum of two Gaussians with open am-
plitude of 5.9 pA.
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of t at negative voltages. Fig. 6 C depicts the summary of the
data obtained from several patches. The kon (solid symbols)
is a pseudo-ﬁrst order rate constant with units (M1 s1).
Clearly, the kon increases at positive voltages and decreases
at negative voltages. The koff has, as expected, the opposite
behavior: increases at negative voltages and decreases at pos-
itive voltages and is independent of blocker concentration
(units s1). The solid lines are ﬁts to an exponential function
of voltage of the form:
ki ¼ kið0Þ3 expðziV=kTÞ; (4)
where ki(0) is the value of the corresponding rate constant at
0 mV and zi is the partial charge associated with the reaction.
We obtained the following parameters: kon(0) ¼ 2.5 3 105
M1s1, koff(0) ¼ 83.76 s1, zon ¼ 0.93 and zoff ¼ 0.63.
State dependence of block
The observation of the rate of unblocking at negative po-
tentials would suggest that the channels are unable to close
until the blocker leaves the channel, an indication of a pre-
ference of the blocker for the open state. We sought to de-
termine the state dependence of TBA block by measuring the
dose response for activation of TRPV1 by capsaicin. The
same membrane patches with many channels were used to
measure both macroscopic currents at high concentrations of
capsaicin and the opening of one or a few channels when the
concentration of ligand is very small. Fig. 7 A shows a few
channel openings elicited by 10 nM intracellular capsaicin
and Fig. 7 B shows the macroscopic response to higher con-
centrations of the agonist in the same patch. The channel
openings at low concentrations were identiﬁed as TRPV1
channels based on their conductance and the fact that the
burst length increases with capsaicin concentration (data not
shown). The openings at each concentration were idealized
and averaged to form an ensemble-averaged trace, as described
in the methods section. The same protocol was repeated on
the same patch but in the presence of 250 mM TBA.
At 19C (Fig. 7 C, solid circles) the steady-state open
probability, P as a function of capsaicin concentration, could
be measured down to a value smaller than 0.02. The data
suggest that the value of P at low capsaicin concentrations
approaches an asymptotic value that is independent of cap-
saicin, Pu, which should reﬂect the probability of unliganded
openings. We carried out a direct measurement of the value
of Pu at 19C, in different multi-channel patches, and deter-
mined its value to be 0.017 6 0.011 (n ¼ 3).
This result is a hallmark of an allosteric mechanism of ac-
tivation by the ligand (52). The allosteric behavior of TRPV1
observed in the dose-response curves is compatible with our
single-channel recordings, which show the presence of mul-
tiple open states, which have been previously observed (51).
Fig. 7 C also shows the value of P as a function of capsaicin
in the presence of 250 mM blocker for the same patch (open
circles). It is clear that TBA reduces the open probability
over the whole range of agonist concentrations. Fig. 7 D
shows the fraction of current blocked by TBA as a function
of capsaicin concentration obtained from three different mem-
brane patches. The fraction of blocked current seems to be
almost constant over the range of open probabilities, and the
fraction blocked at lower capsaicin concentrations (low open
probabilities) is slightly larger than at higher capsaicin con-
centrations. 250 mM TBA blocks;50% of the current when
the open probability is near 1.0, and it blocks near 75% when
the open probability is near 0.02.
Taken at face value, these data would suggest that the
blocker has about the same afﬁnity for the closed and the
open state, as has been observed for the blockers tetracaine
FIGURE 6 Kinetics of TBA block. (A) Currents recorded at the indicated
membrane potential in the absence (left) and presence of 250 mM TBA
(right). The onset of channel block is evidenced by the exponential current
decay. (B) Recovery from channel block at negative voltages in the presence
of 250 mM TBA. The patch was stepped to 60 mV and repolarized to record
tail currents from100 mV to20 mV. The exponential increase of current
is due to voltage-dependent unbinding of TBA from the channel. The trace at
100 mV is shown as a thick black line and reﬂects both unblocking and
deactivation of the channel. (C) Voltage dependence of on- and off-rate
constants. The off-rate constant koff was obtained from ﬁts of a single
exponential to records as in (B) and for kon, the inverse of the time constant
of an exponential ﬁtted to the current decay of records as in A (right) was
plotted as a function of TBA concentration, and the slope used as an estimate
of kon. The values of koff and kon as a function of voltage were ﬁtted with an
exponential function of voltage (Eq. 4) with parameters: kon(0) ¼ 2.53 105
M1s1, koff(0) ¼ 83.76s1, zon ¼ 0.93 and zoff ¼ 0.63. Symbols are the
mean 6 SE (n ¼ 4).
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and dequalinium in CNG channels (53,54). Another mech-
anism that displays the same behavior occurs when the
blocker is able to access only the open state of the channel
but becomes ‘‘trapped’’ when the channel closes, which would
produce a slight stabilization of the closed state in the pre-
sence of the blocker. This mechanism has been demonstrated
in Kv, HCN, and other potassium channels (55–57). How-
ever, similar behavior has been reported in HCN channels
where the blocker ZD7288 appears to block better at positive
voltages where channels are mostly closed. The explanation
in this case is that the blocker binds only to open channels,
but there are more than one open state, each with different
blocker afﬁnities, and ZD7288 has greater afﬁnity for open
states that occur earlier in the gating pathway (57). Given the
presence of multiple open states in TRPV1, an open channel
block mechanism, with the afﬁnity of the blocker being dif-
ferent for each of the various open states, seems plausible.
Thus, we further explore an open-state block mechanism.
TRPV1 channels are blocked by TBA in the
open state
A direct consequence of open-state block without trapping is
that the channel cannot close in the presence of blocker but
has to unblock ﬁrst to close. We examined whether this is the
case in TRPV1 channels in two ways. First we tested the ef-
fect of TBA on single-channel burst kinetics, and then we
measured channel closure kinetics.
Given the complexity of single-channel kinetics, we at-
tempted to simplify the measurements by carrying out re-
cordings in conditions where the channel should behave
approximately as a two-state system, which can be accom-
plished at low capsaicin concentrations. Under these condi-
tions, channel gating occurs in bursts of openings separated
by long closed periods (Fig. 8 A). The classic prediction for
an open-state blocker is that channels cannot close in the
presence of blocker, and thus for a simple mechanism with a
single open state, the burst length (BL) in the presence of
TBA should increase according to (58):
BL ¼ 1
b
11
½TBA
KD
 
; (5)
where b is the channel closing rate, KD is the blocker disso-
ciation constant, and [TBA] is the blocker concentration. In
our case, the presence of multiple open and closed states im-
plies that the burst length distribution has potentially many
exponential components, but it is still true that if the blocker
can only block in the open state, we should observe a length-
ening of some components in the burst length distribution.
Fig. 8 A shows single-channel current traces at 60 mV in the
presence of 10 nM capsaicin and no blocker (upper panel) or
with 250 mM TBA (lower panel). The burst length distri-
bution histograms are shown in Fig. 8 B: the histogram in the
presence of blocker is in the lower panel and shows a shift
toward longer lived bursts as compared with the histogram in
the absence of blocker (top panel). According to Eq. 5, when
the concentration of blocker is equal to KD, the burst length
should double. We observed that the value of BL increases
approximately ﬁve times, presumably due to the fact that at
a low capsaicin concentration the open states with higher
afﬁnity are occupied and 250 mM of TBA is a concentration
beyond the microscopic KD. This interpretation is in accor-
dance with the data presented in Fig. 7, which shows that, at
low capsaicin concentration, the value of fB is higher, in-
dicating that the microscopic association constant of earlier
open states is also higher. These observations support an open-
state block mechanism, and the model presented in the dis-
cussion, which distinguishes between open states with different
FIGURE 7 State dependence of block by intracellular
TBA. (A) Individual channel openings from a patch with
150 channels in the presence of 10 nM capsaicin. The open
probability obtained from the ensemble-averaged idealized
traces at 100mV is 0.016. (B) Macroscopic currents elicited
by the indicated concentrationof capsaicin in the samepatch
as in (A). (C) Block of TRPV1 channels by TBA. The solid
circles are the open probability in response to capsaicin
obtained from dose responses as in (A) and (B). Open circles
are the open probability in the presence of 250 mM TBA
in the same patch. The square symbol is the value of
the unliganded open probability determined from separate
patches. The continuous line represents the prediction of
Scheme 3 in the absence of blocker. The dotted curve is the
prediction of Scheme3,which allows block in the open state
only. The parameters of the model are given in Table 2. (D)
Fraction of blocked channels, fB,, as a function of capsaicin
concentration. Data were transformed according to 1(PB/
P), whereP is the open probability in the absence of blocker
and PB is the open probability with blocker. The continuous
curve is the prediction of Scheme 3 with the same para-
meters as in C. Symbols are the mean6 SE (n ¼ 3).
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TBA afﬁnities, is able to nicely account for the distribution
of BL. Fig. 8 B (lines) shows the predicted burst length dis-
tributions from the full model in Scheme 3 using parameters
in Table 2.
Another line of evidence in support of the open-state block
mechanism is provided by the kinetics of channel closure. A
prediction of the open-state block mechanism is that chan-
nels should reopen before closing in the presence of blocker,
which would be evidenced by a slowing of tail current kinet-
ics. In contrast, both a mechanism that allows equal access to
open and closed channels and a trapping mechanism predict
tail current kinetics that are not different or are even faster in
the presence of blocker (59,60). To further test the open-state
block mechanism, we studied the effects of TBA on TRPV1
channel-closure kinetics by determining if tail currents were
slowed down in the presence of blocker.
Upon repolarization, the decay of tail currents can be
described with up to two exponentials (not shown). Tail
currents of TRPV1 in the presence of 2.5 mM TBA show
signiﬁcant differences in time course. The magnitude of the
tail current was reduced as a consequence of steady-state
block during the depolarizing test pulse, and the time courses
were signiﬁcantly slower in the presence of the blocker at
100 mV, as shown in Fig. 9 C. Moreover, tail currents in
the presence of TBA presented a characteristic ‘‘hook’’,
indicative of the blocker having to exit the channels before
they can close, as was also described in Kv channels (59). At
a less negative voltage (40 mV, Fig. 9 A), where channels
do not close completely, the tail current is dominated by
TBA unblocking kinetics, as evidenced by the exponential
growth of current as the blocker leaves open channels. These
results can be neatly explained by a mechanism with the
blocker having to leave the open channel before it can close.
FIGURE 8 Burst kinetics support an open-state block mechanism. (A)
TRPV1 channel burst kinetics. Upper panel shows bursts of openings at 60
mV in the presence of 10 nM capsaicin in a patch containing;120 channels.
The closed and open channel levels are indicated. Rare openings of a very
small conductance channel are also visible. The lower panel shows traces
recorded in the same patch and under the same conditions as in the upper
panel but in the presence of 250 mM TBA. (B) Burst-length distributions of
the patch in (A). The upper panel shows the burst-length distribution in the
absence of blocker. The lower panel shows the burst length distribution in
250 mM TBA. The continuous lines are the prediction of the burst length
from Scheme 3 with the parameters shown in Table 2.
SCHEME 3 Full model for open-state block.
TABLE 2 Rate constants for simulations from Scheme 3
Rate constant* Value (at 0 mV) z(eo)
a 240 s1 0.3
b 5300 s1 0.05
k1 1.05 3 10
7 M1s1 0.01
k1 273 s
1 0.01
l1 9.6 s
1 0.05
l1 480 s
1 0.05
kon 2.2 3 10
7 M1s1 0.53
koff 39 s
1 0.55
kon9 1.25 3 10
5 M1s1 0.93
koff9 40 s
1 0.63
The values of the allosteric factors are: C ¼ 125, E ¼ 500, D ¼ 10.
*The voltage dependence of an individual rate constant ki is given by equa-
tions of the form: ki ¼ kið0ÞexpðziV=kTÞ. ki(0) is the value of ki at 0 mV,
V is the membrane potential in mV and kT has its usual meaning.
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Simulations with Scheme 3 showed tail current time courses
that are very similar to those experimentally observed (Fig.
9 B and D, see discussion). These results are not consistent
with a state-independent blocking mechanism or a state-
dependent blocking mechanism with trapping.
DISCUSSION
In this study we demonstrate that TBA is a high afﬁnity
blocker of TRPV1 channels. TBA block occurs in a voltage-
dependent fashion and shows saturation at positive voltages.
The mechanism seems to be consistent with open-state block,
similar to that observed in voltage-dependent (Kv) potassium
channels.
Block by TBA is voltage-dependent since efﬁciency of
block is increased as the membrane potential becomes more
depolarized; however, the value of its dissociation constant
reaches a minimum at potentials more positive than 20 mV.
This phenomenon of saturation of block can also be observed
in the voltage dependence of the fraction of blocked channels
as an incomplete block at positive potentials. This deviation
from the canonical predictions for a voltage-dependent blocker
(Woodhull model) has been traditionally explained in terms
of the blocker being a partial permeant ion (40–42). The per-
meant blocker model we employed predicts saturation of
block even at a TBA permeation rate of ;200 s1, which
would produce extremely small currents, suggesting that TBA
permeation may still be present but is immeasurably slow.
As suggested by Heginbotham and Kutluay (43), transport of
permeant blockers may be only detectable by radiolabeled
tracer studies or some other form of direct measurement.
In any event, it seems that given the large size of TBA
(;10A˚), permeation of this molecule would require a large
deformation of the selectivity ﬁlter or, alternatively, the per-
meation pathway in TRPV1 channels being able to accom-
modate very large molecules. Even the largest estimate of the
TRPV1 pore diameter is of 6.8 A˚ (13,61), which makes TBA
permeation unlikely. It has been suggested that saturation of
block can occur as a consequence of ion interactions between
permeant ions and the blocker molecule, without having to
invoke blocker permeation, and it can be observed even in
simple multi-ion permeation models (43,62).
Our experiments indicate that TRPV1 channels do behave
like multi-ion pores. Varying the concentration of extracellular
Na1 yielded results that point to the presence of multi-ion
interactions in TRPV1. For example, we observed a ‘‘knock-
off’’ effect in the form of decreased afﬁnity for TBA at higher
external Na1 concentrations (Fig. 3). This effect is likely
produced because at higher Na1 concentrations, the occupancy
of permeant ion sites in the permeation pathway is increased,
creating a competition effect with TBA, which likely oc-
cupies a nearby site in the permeation pathway. We also ob-
served remarkably high values for the voltage dependence of
TBA block, a value of z of nearly 1 and a considerable in-
crease of this apparent voltage dependence as a function of
higher Na1 concentration.
A similar effect has been reported in other channels in-
cluding inward rectiﬁers and Kv channels (46,63–65). Those
observations have prompted the notion that the blocking re-
action may not have an intrinsically large high voltage de-
pendence, but instead most of the voltage dependence arises
as a consequence of ion-blocker repulsion and the blocker
displacing one or more permeant ions in the selectivity ﬁlter,
where most of the electric ﬁeld decays (66). This explanation
is also supported by the structure of the pore in all of the ion
channel molecules for which high resolution structures are
available. All of these channels have a large intracellular cav-
ity, where quaternary ammonium blockers have been shown
to bind in the KcsA channel. Calculations have shown that a
very small fraction of the electrical potential difference is
sensed by a blocker occupying this cavity (62,66).
To explain our data, we used a multi-ion permeation model
that includes all of these features (ion-ion and ion-blocker
repulsion, ion-blocker competition) and is based on perme-
ation models derived from the known structure of potassium
FIGURE 9 Closure kinetics of TRPV1 channels are affected by TBA. Tail
currents of channel activated by 4 mM capsaicin and a voltage pulse to 60
mV in the absence of blocker are shown as the black trace for a tail voltage of
40 (A) and a tail voltage of100 mV (C). Tail currents were also recorded
in the presence of 250 mM (gray traces) or 2.5 mM TBA (light gray traces)
for each voltage. (B and D) Simulations of tail currents for each condition
shown in (A) and (C) were performed according to the open-channel block
mechanism shown in Scheme 3. The rate constants for block at 0 mV and the
voltage dependences of the blocking rate constants used for tail-current
modeling were obtained from measurement of blocking kinetics (kon and
koff) as shown in Fig. 6. All model parameters are shown in Table 2. The
lines of panels (B) and (D) represent the model predictions for the same
conditions used in (A) and (C). The model shown here does not include any
mechanism for saturation of block and thus predicts more block than
observed.
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channels. It is worth noting that data pointing out to some
multi-ion channel properties are available for TRPV6 chan-
nels (16). These authors have demonstrated the existence of
an anomalous mole-fraction effect for Ca21 and Na1 ions as
well as multi-ion block by trivalent cations. The purpose of
this model is to provide a simple explanation for a large set of
experimental observations pertaining to block by TBA and is
not meant as a deﬁnitive but as an initial explanation for the
pore properties observed here as well as for saturation of
block in TRPV1 channels.
The main feature of the model is that it accurately repro-
duces the observed saturation of block without the need to
assign permeability to the TBA molecule. In the model, satur-
ation of block occurs as a consequence of both the compe-
tition between the blocker and the ﬁrst permeant ion in site
1 (Scheme 2 (Fig. 4 A)) and repulsive ion-ion interactions
between permeant ions occupying sites in the selectivity
ﬁlter. This later effect was ﬁrst proposed by Heginbotham
and Kutluay (43). Competition between Na1 ions and the
blocker molecule is also responsible for the decreased afﬁn-
ity for TBA at higher Na1 concentrations. As shown in Fig.
4 B the model can predict qualitatively the increase in KD as
extracellular Na1 is increased and the increased voltage depen-
dence of KD at higher Na
1 concentrations (Fig. 4 C and D).
Nevertheless, the observed change in the magnitude of the
apparent valence, Z, is larger than that predicted by the model.
This is due to the fact that in Scheme 2 (Fig. 4 A), the blocker
is able to produce the concerted displacement of two ions
across almost half the membrane potential drop, but the chan-
nel is not allowed to have less than two ions at any time.
Therefore, the minimum value of Z that can be expected at
low Na1 concentration is higher than the value that we mea-
sure. In summary, this model is able to qualitatively account
for a large set of experimental observations with a single set
of parameters.
Our experiments varying the extracellular Na1 concen-
tration did not compensate for the reduced ionic strength, in
part because of the fact that these channels are permeable to
a large range of organic cations that we could have used to
maintain ionic strength. Nevertheless, we can obtain an es-
timate of the expected effects of reduced ionic strength. The
ﬁxed surface charge near the external entrance of the pore of
some channels has been estimated to be in the order of0.06
to0.1 eo/nm2 (45,67). At our lowest Na1 concentration, this
would represent a concentrating factor for monovalent cat-
ions of three- to ﬁvefold and this would be reduced to ;1.7-
fold at the higher Na1 concentration. This concentrating
effect would increase the Na1 occupancy of the channel and
produce a slight overestimation of the effect of Na1 at low
concentrations.
Kinetics and open-state dependence of TBA block
Block by TBA did not signiﬁcantly affect the single-channel
conductance of TRPV1 channels. In single-channel record-
ings, individual blocking events can be discerned, along with
some longer events, which suggests that TBA is a blocker
with intermediate kinetics and that blockade may be slow
enough to be resolved in macroscopic current recordings. At
depolarized voltages, current decays exponentially with a
time constant that is exponentially dependent on voltage and
mainly reﬂects the contribution of the on-rate constant for
blocker association with the channel. At negative voltages,
between 100 and 40 mV, the channel closes incompletely
and slow enough that the exit of blocker from the channel
can be evidenced as an exponential increase of current from
its blocked level. This process reﬂects mainly the off-rate
constant, which we found to be independent of blocker con-
centration, as expected for a true off-rate constant. We will
come back to this point. The determination of the voltage
dependence of on- and off-rate constants, shows that the total
valence of the transition (zon 1 zoff) . 1, which is in ac-
cordance to the high value of Z determined in Fig. 3 C and
which we suspect is a result of ion-blocker interactions in the
conduction pore.
When we measured the activation of TRPV1 by capsaicin,
one observation was unavoidable: TRPV1 channels seem to
be able to open in the absence of ligand. The open proba-
bility at low capsaicin concentrations approaches an asymp-
totic value that is independent of capsaicin concentration. In
fact we were able to measure this probability of unliganded
openings and found it to be 0.017 at 19C. In their study of
voltage, temperature, and capsaicin activation, Voets and col-
leagues (35) proposed a simple two-state model that cannot
account for these observations. Instead, an allosteric mech-
anism, such as those proposed for BK channels (52) and HCN
(68) channels, seems to be necessary. Such a mechanism is
also implied by the presence of multiple open and closed states
(data not shown and (51,69)).
In our experiments, the fraction of blocked current varies
over the range of open probabilities, and the fraction of blocked
channels is slightly larger at lower capsaicin concentrations
(low open probabilities). This observation would suggest, as
proposed in CNG channels (53,54,70), that the blocker can
gain equal access to both open and closed channels and the
higher fraction of block at lower open probabilities observed
in Fig. 7 could be explained by a higher afﬁnity of the com-
pounds for the closed state of the channels. We attempted to
measure accessibility of the blocker in closed states by look-
ing for a slowed down activation by capsaicin after appli-
cation of TBA in the closed state, but activation was not
affected by exposure of closed channels to TBA. In a second
mechanism, the blocker would be able to access only the
open state of the channel and become ‘‘trapped’’ when the
channel closes, a mechanism that has been demonstrated in
Kv and HCN potassium channels (55–57). We attempted to
measure trapping of TBA but were also unable to observe it.
Trapping experiments require completely closing the channels
by either negative voltages or by rapidly removing capsaicin,
which is hard to achieve before TBA leaves its binding site.
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A number of observations support open-state block rather
than closed-state blocking or trapping. In the latter two mech-
anisms, the channel has to be able to close with the blocker in
its binding site, which is reﬂected by the appearance of faster
tail currents in the presence of blocker (59,60). We have
observed that the channels cannot close until the blocker
leaves the channel, which is reﬂected in our observation that
tail currents become slower in the presence of TBA and at
small negative voltages the tail current actually increases
because at these potentials the blocker leaves the channel and
visits the open state before closing. The appearance of a hook
in tail currents in the presence of TBA is a particularly in-
teresting observation since it implies that the blocker has to
leave the blocked (open) channels before they can close.
Our ﬁnal test for an open-state block mechanism relies on
measuring single-channel burst kinetics. Our initial single-
channel recordings hinted at the presence of multiple open
states; so to simplify the analysis, we carried out recordings
at low capsaicin concentrations in multiple channel patches.
Under these conditions, channel gating occurs in bursts that
include openings separated by very brief closures. Bursts are
separated by longer closed periods. In the presence of TBA,
the burst also includes the individual blocking and unblock-
ing events, increasing its duration. An open-state mechanism
makes the prediction that in the presence of blocker the burst
length should be increased. We used a concentration very
close to the macroscopic KD of TBA, which should double
the burst length, but instead we observed a ﬁvefold increase.
We think that this increase is a result of TBA being a more
effective blocker at low capsaicin concentrations and there-
fore 250 mM TBA blocks a larger fraction of the current
instead of blocking only half of it. This is also suggested
from simulations of the burst length distributions derived
from Scheme 3, in which the afﬁnity of the unliganded chan-
nel is higher than that of fully liganded ones.
Overall, several lines of evidence support an open-state
block of TRPV1 channels by TBA and that this block occurs
with different afﬁnities of the multiple open states present in
these channels resulting in a higher afﬁnity for the blocker at
low capsaicin concentrations as shown in Fig. 7 C and D. If
all the afﬁnities of the various open states of the channel for
the blocker were equal, then we would expect the fraction of
current blocked to be higher at high capsaicin concentrations.
In conclusion, block of TRPV1 channels by TBA is very
similar to block of voltage-gated K1 channels by other qua-
ternary ammonium derivatives in that it occurs in a state-
dependent fashion with the blocker preferentially occupying
open states and slowing channel closure kinetics.
Modeling of state-dependent block by TBA
Finally, we produced a model for TRPV1 gating which inte-
grates the open-state dependence of block by TBA and some
of the allosteric gating features of the activation by capsai-
cin that we observed experimentally (Scheme 3). Our model
assumes that block occurs only in the open state and that the
channel has multiple open states. This model is similar to the
ones that have been used to explain some features of gating
in TRPM8 channels (71) and is a simpliﬁed version of other
more thorough models previously used to explain the pre-
sence of multiple open states in TRPV1 channels and the gating
by voltage and calcium ions in calcium activated potassium
BK channels (51,52).
In Scheme 3, C stands for closed and O for open channels.
The sufﬁxes r and a indicate that the voltage sensor is in the
resting position and activated position, respectively, u indi-
cates unliganded channels, and l indicates liganded channels.
There are four blocked states, which are indicated by B0, B09,
B1 and B19; the model is set up such that TBA afﬁnity for
unliganded open states is;100 times that of open states bound
to capsaicin to account for the larger fraction of blocked
channels and the burst length with TBA at low capsaicin con-
centrations. For example, the pathways (black) correspond to
the activation by capsaicin at low voltages. The model can
accurately describe a number of observations using a single
set of parameters, such as the steady-state dependence of ac-
tivation by capsaicin (Fig. 7 C), and can explain the steady-
state dependence of block by TBA (Fig. 7 D) including the
fact that the apparent afﬁnity for the blocker is larger at low
capsaicin concentrations, where states Oru and Oau are mostly
occupied. This model also explains an increased burst length
in the presence of 250 mM TBA that is larger than twice that
observed in the absence of blocker (Fig. 8). This is because
the afﬁnity of states Our and Oua for TBA is larger than 250
mM, whereas states Orl and Oal, which are mostly occupied at
saturating capsaicin, have an afﬁnity for blocker that is closer
to 250 mM.
This model is also consistent with the existence of mul-
tiple open and closed states and predicts that tail currents
should decay according to more than one exponential time
course (see simulations in Fig. 9 B and D in the absence of
TBA, black curves). When simulations are carried out in the
presence of blocker, the model predicts the slowing down of
tail currents and the presence of a ‘‘hook.’’ In the simulations
in Fig. 9 B and D, the model predicts a larger reduction of
current because it does not take into account the phenom-
enon of saturation of block described above.
This model can be expanded to include the effects of tem-
perature in an allosteric fashion. It will be interesting to see if
an expanded model can be used to explain gating of TRPV1
channels in detail.
Tetralkylammonium molecules such as TBA have been
extensibly used to study the activation gates of voltage-gated
K1 channels (24), where an open-state blocking mechanism
of the type presented here was used as a strong indicative of
the channel’s activation gate being formed by a region
located somewhere cytoplasmically with respect to the
blocker’s binding site. Although studies involving site-
directed mutagenesis are required, based on the data shown
3912 Jara et al.
Biophysical Journal 92(11) 3901–3914
in this study, we suggest that the same may be true of the lo-
cation of the activation gate of TRPV1 channels.
We thankProfessorDavid Julius (University of SanFrancisco, San Francisco,
CA) for providing the TRPV1 cDNA.We are very grateful to Professor Fred
Sigworth (Yale University) for thorough discussion of this manuscript,
Professor Carol Deutsch (University of Pennsyvania) for valuable sugges-
tions, and He´ctor Quezada Pablo, Fe´lix Sierra, and He´ctor Salazar (Instituto
de Fisiologı´a Celular, Universidad Nacional Auto´noma de Me´xico, Me´xico)
for expert technical assistance. We also thank Ana Marı´a Escalante and
Francisco Pe´rez (Computer Unit, Instituto de Fisiologı´a Celular) and Laura
Ongay (Molecular BiologyUnit, Instituto de Fisiologı´a Celular) for technical
support.
This study was funded by grants from Consejo Nacional de Ciencia y
Tecnologı´a No. 46004 to T.R. and No. 48990 to L.D.I. and Direccio´n
General de Asuntos del Personal Acade´mico (Programa de Apoyo a
Proyectos de Investigacio´n e Innovacio´n Tecnolo´gica, Universidad Nacional
Auto´noma de Me´xico) No. IN201705 to T.R. and No. IN202006-3, to
L.D.I.
REFERENCES
1. Minke, B. 1977. Drosophila mutant with a transducer defect. Biophys.
Struct. Mech. 3:59–64.
2. Clapham, D. E., L. W. Runnels, and C. Strubing. 2001. The TRP ion
channel family. Nat. Rev. Neurosci. 2:387–396.
3. Montell, C. 2001. Physiology, phylogeny, and functions of the TRP
superfamily of cation channels. Sci. STKE. 2001:RE1.
4. Montell, C., L. Birnbaumer, V. Flockerzi, R. J. Bindels, E. A. Bruford,
M. J. Caterina, D. E. Clapham, C. Harteneck, S. Heller, D. Julius,
I. Kojima, Y. Mori, R. Penner, D. Prawitt, A. M. Scharenberg, G. Schultz,
N. Shimizu, and M. X. Zhu. 2002. A uniﬁed nomenclature for the
superfamily of TRP cation channels. Mol. Cell. 9:229–231.
5. Caterina, M. J., M. A. Schumacher, M. Tominaga, T. A. Rosen, J. D.
Levine, and D. Julius. 1997. The capsaicin receptor: a heat-activated
ion channel in the pain pathway. Nature. 389:816–824.
6. Cortright, D. N., and A. Szallasi. 2004. Biochemical pharmacology of the
vanilloid receptor TRPV1. An update. Eur. J. Biochem. 271:1814–1819.
7. Gunthorpe, M. J., M. H. Harries, R. K. Prinjha, J. B. Davis, and A.
Randall. 2000. Voltage- and time-dependent properties of the recom-
binant rat vanilloid receptor (rVR1). J. Physiol. 525:747–759.
8. Piper, A. S., J. C. Yeats, S. Bevan, and R. J. Docherty. 1999. A study
of the voltage dependence of capsaicin-activated membrane currents in
rat sensory neurones before and after acute desensitization. J. Physiol.
518:721–733.
9. Prescott, E. D., and D. Julius. 2003. A modular PIP2 binding site as a
determinant of capsaicin receptor sensitivity. Science. 300:1284–1288.
10. Tominaga, M., M. J. Caterina, A. B. Malmberg, T. A. Rosen, H.
Gilbert, K. Skinner, B. E. Raumann, A. I. Basbaum, and D. Julius.
1998. The cloned capsaicin receptor integrates multiple pain-producing
stimuli. Neuron. 21:531–543.
11. Kaupp, U. B., and R. Seifert. 2002. Cyclic nucleotide-gated ion chan-
nels. Physiol. Rev. 82:769–824.
12. Yellen, G. 2002. The voltage-gated potassium channels and their rela-
tives. Nature. 419:35–42.
13. Owsianik, G., K. Talavera, T. Voets, and B. Nilius. 2006. Permeation
and selectivity of TRP channels. Annu. Rev. Physiol. 68:685–717.
14. Dodier, Y., U. Banderali, H. Klein, O. Topalak, O. Daﬁ, M. Simoes, G.
Bernatchez, R. Sauve, and L. Parent. 2004. Outer pore topology of the
ECaC-TRPV5 channel by cysteine scan mutagenesis. J. Biol. Chem.
279:6853–6862.
15. Voets, T., A. Janssens, G. Droogmans, and B. Nilius. 2004. Outer pore
architecture of a Ca21-selective TRP channel. J. Biol. Chem. 279:
15223–15230.
16. Vennekens, R., J. Prenen, J. G. Hoenderop, R. J. Bindels, G.
Droogmans, and B. Nilius. 2001. Pore properties and ionic block of
the rabbit epithelial calcium channel expressed in HEK293 cells.
J. Physiol. 530:183–191.
17. del Camino, D., and G. Yellen. 2001. Tight steric closure at the intra-
cellular activation gate of a voltage-gated K1 channel. Neuron. 32:
649–656.
18. Liu, Y., M. Holmgren, M. E. Jurman, and G. Yellen. 1997. Gated
access to the pore of a voltage-dependent K1 channel. Neuron. 19:
175–184.
19. Rothberg, B. S., K. S. Shin, P. S. Phale, and G. Yellen. 2002. Voltage-
controlled gating at the intracellular entrance to a hyperpolarization-
activated cation channel. J. Gen. Physiol. 119:83–91.
20. Flynn, G. E., and W. N. Zagotta. 2003. A cysteine scan of the inner
vestibule of cyclic nucleotide-gated channels reveals architecture and
rearrangement of the pore. J. Gen. Physiol. 121:563–582.
21. Johnson, J. P., Jr., and W. N. Zagotta. 2001. Rotational movement
during cyclic nucleotide-gated channel opening. Nature. 412:917–921.
22. Liu, J., and S. A. Siegelbaum. 2000. Change of pore helix conforma-
tional state upon opening of cyclic nucleotide-gated channels. Neuron.
28:899–909.
23. Lenaeus, M. J., M. Vamvouka, P. J. Focia, and A. Gross. 2005. Struc-
tural basis of TEA blockade in a model potassium channel. Nat. Struct.
Mol. Biol. 12:454–459.
24. Armstrong, C. M. 1971. Interaction of tetraethylammonium ion deriv-
atives with the potassium channels of giant axons. J. Gen. Physiol. 58:
413–437.
25. Armstrong, C. M., and B. Hille. 1972. The inner quaternary ammonium
ion receptor in potassium channels of the node of Ranvier. J. Gen.
Physiol. 59:388–400.
26. Bezanilla, F., and C. M. Armstrong. 1972. Negative conductance
caused by entry of sodium and cesium ions into the potassium channels
of squid axons. J. Gen. Physiol. 60:588–608.
27. Rosenbaum, T., A. Gordon-Shaag, M. Munari, and S. E. Gordon.
2004. Ca21/calmodulin modulates TRPV1 activation by capsaicin.
J. Gen. Physiol. 123:53–62.
28. Colquhoun, D., and F. J. Sigworth. 1995. Fitting and statistical analy-
sis of single-channel records. In Single Channel Recording, 2nd ed.
E. Neher and B. Sakmann, editors. Plenum Publishing Corp., New York.
483–587.
29. Islas, L. D., and F. J. Sigworth. 1999. Voltage sensitivity and gating
charge in Shaker and Shab family potassium channels. J. Gen. Physiol.
114:723–742.
30. Heinemann, S. H., and F. Conti. 1992. Nonstationary noise analy-
sis and application to patch clamp recordings. Methods Enzymol. 207:
131–148.
31. Sigworth, F. J. 1980. The variance of sodium current ﬂuctuations at the
node of Ranvier. J. Physiol. 307:97–129.
32. Colquhoun, D., and B. Sakmann. 1985. Fast events in single-channel
currents activated by acetylcholine and its analogues at the frog muscle
end-plate. J. Physiol. 369:501–557.
33. Colquhoun, D., and A. G. Hawkes. 1981. On the stochastic proper-
ties of single ion channels. Proc. R. Soc. Lond. B Biol. Sci. 211:
205–235.
34. Colquhoun, D., and A. G. Hawkes. 1982. On the stochastic proper-
ties of bursts of single ion channel openings and of clusters of bursts.
Philos. Trans. R. Soc. Lond. B Biol. Sci. 300:1–59.
35. Voets, T., G. Droogmans, U. Wissenbach, A. Janssens, V. Flockerzi,
and B. Nilius. 2004. The principle of temperature-dependent gating in
cold- and heat-sensitive TRP channels. Nature. 430:748–754.
36. French, R. J., and J. J. Shoukimas. 1981. Blockage of squid axon potas-
sium conductance by internal tetra-N-alkylammonium ions of various
sizes. Biophys. J. 34:271–291.
37. Guo, D., and Z. Lu. 2000. Mechanism of IRK1 channel block by intra-
cellular polyamines. J. Gen. Physiol. 115:799–814.
Open-State Block of TRPV1 Channels 3913
Biophysical Journal 92(11) 3901–3914
38. Woodhull, A. M. 1973. Ionic blockage of sodium channels in nerve.
J. Gen. Physiol. 61:687–708.
39. French, R. J., and J. B. Wells. 1977. Sodium ions as blocking agents
and charge carriers in the potassium channel of the squid giant axon.
J. Gen. Physiol. 70:707–724.
40. Huang, C. J., I. Favre, and E. Moczydlowski. 2000. Permeation of
large tetra-alkylammonium cations through mutant and wild-type
voltage-gated sodium channels as revealed by relief of block at high
voltage. J. Gen. Physiol. 115:435–454.
41. Huang, C. J., and E. Moczydlowski. 2001. Cytoplasmic polyamines as
permeant blockers and modulators of the voltage-gated sodium chan-
nel. Biophys. J. 80:1262–1279.
42. Guo, D., Y. Ramu, A. M. Klem, and Z. Lu. 2003. Mechanism of
rectiﬁcation in inward-rectiﬁer K1 channels. J. Gen. Physiol. 121:
261–275.
43. Heginbotham, L., and E. Kutluay. 2004. Revisiting voltage-dependent
relief of block in ion channels: a mechanism independent of punch-
through. Biophys. J. 86:3663–3670.
44. Armstrong, C. M., and L. Binstock. 1965. Anomalous rectiﬁcation
in the squid giant axon injected with tetraethylammonium chloride.
J. Gen. Physiol. 48:859–872.
45. MacKinnon, R., and C. Miller. 1988. Mechanism of charybdotoxin
block of the high-conductance, Ca21-activated K1 channel. J. Gen.
Physiol. 91:335–349.
46. Spassova, M., and Z. Lu. 1998. Coupled ion movement underlies
rectiﬁcation in an inward-rectiﬁer K1 channel. J. Gen. Physiol. 112:
211–221.
47. Cukierman, S., G. Yellen, and C. Miller. 1985. The K1 channel of
sarcoplasmic reticulum. A new look at Cs1 block. Biophys. J. 48:
477–484.
48. Berneche, S., and B. Roux. 2003. A microscopic view of ion
conduction through the K1 channel. Proc. Natl. Acad. Sci. USA. 100:
8644–8648.
49. Zhou, Y., and R. MacKinnon. 2003. The occupancy of ions in the K1
selectivity ﬁlter: charge balance and coupling of ion binding to a
protein conformational change underlie high conduction rates. J. Mol.
Biol. 333:965–975.
50. Zhou, Y., and R. MacKinnon. 2004. Ion binding afﬁnity in the cavity
of the KcsA potassium channel. Biochemistry. 43:4978–4982.
51. Hui, K., B. Liu, and F. Qin. 2003. Capsaicin activation of the pain
receptor, VR1: multiple open states from both partial and full binding.
Biophys. J. 84:2957–2968.
52. Horrigan, F. T., and R. W. Aldrich. 2002. Coupling between voltage
sensor activation, Ca21 binding and channel opening in large con-
ductance (BK) potassium channels. J. Gen. Physiol. 120:267–305.
53. Fodor, A. A., S. E. Gordon, and W. N. Zagotta. 1997. Mechanism of
tetracaine block of cyclic nucleotide-gated channels. J. Gen. Physiol.
109:3–14.
54. Rosenbaum, T., A. Gordon-Shaag, L. D. Islas, J. Cooper, M. Munari,
and S. E. Gordon. 2004. State-dependent block of CNG channels by
dequalinium. J. Gen. Physiol. 123:295–304.
55. Holmgren, M., P. L. Smith, and G. Yellen. 1997. Trapping of organic
blockers by closing of voltage-dependent K1 channels: evidence for
a trap door mechanism of activation gating. J. Gen. Physiol. 109:
527–535.
56. Miller, C. 1987. Trapping single ions inside single ion channels.
Biophys. J. 52:123–126.
57. Shin, K. S., B. S. Rothberg, and G. Yellen. 2001. Blocker state
dependence and trapping in hyperpolarization-activated cation chan-
nels: evidence for an intracellular activation gate. J. Gen. Physiol. 117:
91–101.
58. Neher, E., and J. H. Steinbach. 1978. Local anaesthetics transiently block
currents through single acetylcholine-receptor channels. J. Physiol. 277:
153–176.
59. Clay, J. R. 1995. Quaternary ammonium ion blockade of IK in nerve
axons revisited. Open channel block vs. state independent block.
J. Membr. Biol. 147:23–34.
60. Li, W., and R. W. Aldrich. 2004. Unique inner pore properties of BK
channels revealed by quaternary ammonium block. J. Gen. Physiol.
124:43–57.
61. Hellwig, N., T. D. Plant, W. Janson, M. Schafer, G. Schultz, and M.
Schaefer. 2004. TRPV1 acts as proton channel to induce acidiﬁcation
in nociceptive neurons. J. Biol. Chem. 279:34553–34561.
62. Kutluay, E., B. Roux, and L. Heginbotham. 2005. Rapid intracellular
TEA block of the KcsA potassium channel. Biophys. J. 88:1018–1029.
63. Spassova, M., and Z. Lu. 1999. Tuning the voltage dependence of
tetraethylammonium block with permeant ions in an inward-rectiﬁer
K1 channel. J. Gen. Physiol. 114:415–426.
64. Thompson, J., and T. Begenisich. 2000. Interaction between quaternary
ammonium ions in the pore of potassium channels. Evidence against an
electrostatic repulsion mechanism. J. Gen. Physiol. 115:769–782.
65. Thompson, J., and T. Begenisich. 2003. External TEA block of Shaker
K1 channels is coupled to the movement of K1 ions within the
selectivity ﬁlter. J. Gen. Physiol. 122:239–246.
66. Jiang, Y., A. Lee, J. Chen, M. Cadene, B. T. Chait, and R. MacKinnon.
2002. The open pore conformation of potassium channels. Nature. 417:
523–526.
67. Quinn, C. C., and T. Begenisich. 2001. The inﬂuence of surface charges
on quaternary ammonium block of Shaker K1 channels. J. Membr. Biol.
182:233–243.
68. Craven, K. B., and W. N. Zagotta. 2004. Salt bridges and gating in the
COOH-terminal region of HCN2 and CNGA1 channels. J. Gen. Physiol.
124:663–677.
69. Liu, B., K. Hui, and F. Qin. 2003. Thermodynamics of heat activation
of single capsaicin ion channels VR1. Biophys. J. 85:2988–3006.
70. Contreras, J. E., and M. Holmgren. 2006. Access of quaternary
ammonium blockers to the internal pore of cyclic nucleotide-gated
channels: implications for the location of the gate. J. Gen. Physiol.
127:481–494.
71. Brauchi, S., P. Orio, and R. Latorre. 2004. Clues to understanding cold
sensation: thermodynamics and electrophysiological analysis of the cold
receptor TRPM8. Proc. Natl. Acad. Sci. USA. 101:15494–15499.
3914 Jara et al.
Biophysical Journal 92(11) 3901–3914
